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The genus Flavivirus is composed of about 73 viruses Of these virusss, 34 ae
maosquito borne, 17 are tick borne, and 22 are zoonatic agents trangmitted with now
known vector. Forty species of the flavivirus family have been assodaed with humean
diseese Ydlow Fever, Dengue Fever, and Japanese Encephdlitis, are the most important
arbovird infectious diseases acrass every continent and have been legitimized into Class|
and Class I11 trangmissble disease, mud be reported, in current issue of Regulation of
Prevention and Control for Transmisson Diseese & Tawan. The spedific am in this
proposd is generation of monodond antibodies (MoAb)s agang four flaviviruses
induding the emerging West Nile in addition to the three viruses mentioned above for
CDC a Taipe.

Inthethird year of three-year proposd, BALB/c mice will beimmunized by these 4
different flaviviruses and hybrids will be generated by fuson of mydoma cdls and
immunized splenocytes. After sdlection the virus-specific antibody-producing hybridoma
in HAT culture medium, doning will be done with limiting dilution method. The
virus-specific (MoADb)s will be purified from astites of NOD/scid mice injected
intraperitonedly with hybridoma odls The antigenic spedificity and typing of
immunoglobulin subdass of (MoAb)s will be characterized and optima sandwich
EL1SA pairing between MoAbswill be crossmatched.

In the third year, 37 (M0OADb)s were successfully generated againgt West Nile virus,
Howeve, five of these 37 (MOAD)s crossreact to dl flaviviruses tested, and most of
other mAbs not only recognize WNV but dso crossreect to KUN virus. Only one is
qudified as WNV-specific (MoAb)s, do not react any other flavivirus except E protein of
WNV. Furthermore, wedtern blot results showed that comformationa epitopes are
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recognized by most (MoADb)s, linear epitopes only be recognized by 3 (MoAb)s, one
linear epitope on NS-1 protein and other 2 on E protein. Neverthdess, the linear epitopes

aredso found cross-react to KUN virus.

In the third year, we dso completed the work, characterization of 12 (MoAb)s agang
type 4 dengue (Den 4) virus, left from the 2™. year. All of them react to NS-1 protein of
Den 4 virus but one of the twelve recognized alinear epitope on NS-1 of dl flaviviruses
be tested. Comformationd epitopes on NS-1of Den 4 were recognized by other
11(MoADb)s, Two of the deven (MoAb)s showed crosseact to dl 4 types of dengue
viruses and the other 9 are Den 4-specific.

Keyword: Havivirus Monodond Antibody  Epidemiology  Disease Control
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BALBI/cJ 3x10° pfu
Freund's
ELISA
18 NS1
PEG HAT 7
1x10 Freund's
NOD/scid
Proten A Protein G
AKTA Prime Sygem
-80
Borehringer Mannhem 19
IgA, 1gG1, 1gG2a, 1gG2b,
1gG3  IgM

ProtanA ProtenG



Methionine  Cydene

RPMI-1640 50uCi  ®S ProMix Amershan
PBS PBS
Protein A Protein G Sepharose
Pharmacia Sephaoe RIPA
10%% SDSPAGE
Immunoblot 20
SDS-PAGE
Nitrocdlulose Hybond-C Super; Amershan 5% PBS
HP

4-chloro-1-naphthol
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NT109 12,13
HAWAIIAN ATCC
PLO46 14

H-87 ATCC

H-241 ATCC

17D 15, 16

VR-1510 ATCC
C6/36 BHK-21

L-Glutamine  RPMI-1640
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VR-1510

BHK-21 -80 30
BHK-21 YFO81
BALB/cJ
1 4000
NSL HAT
92
41 4l
ELISA 41
41 4 Mock 37
37
37
34-6H 59-4A
73-2B 89-8F 92-6H 32
31

KUN 47-5F
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The Geographic Distribution of the Japanese Encephalitis
Serocomplex of the Family Flaviridae, 2000,
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Clone | D1 | D2 | D3| D4 | E | YF | WN [KUN| Mock | WesernBlot
1-3C | - - - - | 1+ | 3+ | 3+ - ND
S5-6F - - - - - | 2+ | 3+ - ND
81C | - - - - - | 4+ | 4+ - NSL(C)
13-5C | - - - - + | 2+ | 1+ - ND
1511B| - - - - - | 4+ | 3+ - NSL(C)
16-3A | - - - - - 1+ |+ - ND
17-6C | - - - | 3+ | 3+ | 4+ | 3+ - NSL(C)
21-2A - | 3+ | 3+ - ND
30-10C| - - - - 3+ | 1+ - E.(C
HA6H | 2+ | 3+ | 2+ | 3+ | 4+ | 4+ | 4+ | 4+ - E.(C
3B3F | 2+ | - - - - | 4+ | 2+ - E.(C
36-1F | - - - - - | 2+ | 2+ - ND
3928 | - - - - - | 4+ | 3+ - NSL(L)
393 | 3+ | - - - - | 4+ | 1+ - E.(L)
41-9H | - - - - - | 4+ | 3+ - NSL(C)
426G | - - - - - | 1+ | 1+ - ND
45-10G| - - - - 3+ | 3+ - E.(C
47-5F | - - - - 4+ | + - E.(C)
52-3H | - - - - 3+ | 2+ - ND
S58F | - - - - - | 3+ | 1+ - E.(?
56-6G | - - - - - | 4+ | 1+ - E.(C
589A | - - - - + | 4| 3+ - E.(C
SHA | + | £ | £ | + |2+ £ | 2+ ] I+ - E.(L)
64-6A | - - - - | 1+ | 3+ | 3+ - E.(C
658G | - - - - - | 4+ | 4+ - NSL(C)
6/-2B | - - - - - | 3+ | 4+ - ND
67-10C| - - - | I+ | £ | 3+ | 4+ - ND
708D | - - - - - | 4+ | 3+ - E.(C)
731G | - - - - | 1+ | 3+ | 3+ - E.(C)
732B | 1+ | 1+ | £ | 1+ | 1+ | 3+ | 4+ | 3+ - E.(C
81-8C | - - - - - | 3+ | 3+ - ND
84-10F | - - - - | 2+ | 4+ | 3+ - E.(C)
87-1F | - - - - | 1+ | 4+ | 3+ - E.(C)
87-7A | - - - - | 1+ | 4+ | 3+ - E.(C)
838F | 1+ | 1+ | + | 1+ | 1+ | 1+ | 4+ | 3+ - E.(C
89-12G| - - 1+ | - - | 4+ | 4+ - NSL(C)
R06H| £+ | £ | £ | £ | I+ | 1+ | 4+ | 4+ - E.(C)
C- L--
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Clone | D1 | D2 | D3| D4 | E | YF |WN [KUN|Mock| WesarnBlot
23E | 1+ | 1+ | 4+ | 4+ | - - - - - NS1(C)
35C | 2+ | 2+ | 1+ | 3+ | - - - - - NS1(C)
41G | - | - | - |3 - - -] -] - NS1(C)
63 | - | - | - | 3| -] -] -] -] - NS1(C)
76D | - | - | - |3 | - | -|-|-1| - NS1(C)
QIOE | - | - | - [ 3| - | -] -1]-] - NS1(C)
106D | - | - | - [ 3| -] -] -]|-]| - NS1(C)
MAF | - | - | - | 3| -] -] -1|-1] - NS1(C)
122G - | - | - |3 ]| -] -]-1]-] - NS1(C)
135H | - | - | - [ 3| -] -] -]-]| - NS1(C)
155G | - | - | - | 3] - | - || -] - NS1(C)
166D | 3+ | 2+ | 1+ | 3+ | 2+ | 4+ | 4+ | 4+ - NSL(L)
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GropNo. | lsdype 55T 51 T 2 Elgm Wugi YF | WN [ KUN rﬁglMdewleE o
1 Ga | % | - | - | - - - v
2 e | - | ¥ | - | - -1-1-1- N
3 GL | 2+ | - | ¥ | - - - - - | monomer
4 Gl 1+ 4+ 2+ - - - - - dimer
51 1+ - 2+ - - - - -
52 T v " I N R e VoA
6 Mic - - -] - - + - N N
! Gk | -~ | | | |+ - v
8 Gaac | - | - | - | - | - | - ¥ | ¢ v
9 GL | ¥ | - |3 | W | - | 2| £ | N
10 G2ac 1+ 2+ 3+ 1+ 3+ - - -
n Ga | 4 | - 1+ | 1+ | 1w | - n ; N y
2 GL | 4 | - | I+ | - - - e |- N
131 4+ - 3+ R - R ¥ _
132 Gl 2+ - 3+ - - - - - v
14 coa | 4 | - - - - - + -
15 G2a 4 | 4 | 4 | 2+ | 4+ - 3+ | 2+ N
16 G2a 4+ - - - - - o ot N N
7 Gl | 4 | - | - | - | - |2 | 3 | 3 N
18 Goac | - | - | | | - | - | 4| 3 V
19 G | 4 | - | - | | - | 2| 4| 3 v
D GL | 3 | - | & | - - -] - - v \
21 M 2+ 1+ 2+ 1+ 1+ - - - N N
22-1 Gl 2+ 2+ 2+ 3+ 4+ 3+ 3+ n '
222 G | 4 | 4 | 4 | 2v |26 | e |3 |2 |
231 Coac 3+ 3+ 3+ 3+ 3+ 1+ 3+ 3+ J J
232 Gl 2+ 2+ 1+ 3+ 4+ 3+ 3+ 3+
2 Gy | - | - | - e e | e
o) G2a - 3+ - - - 4+ + lineer
2 Gac 2+ - - - _ N N lirnear
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